^t«*\nlt ° F 368 CAPLUS COPYRIGHT 1997 ACS 
1994 : 509581 CAPLUS 

121; 109581 

Preparation of oligonucleotide monolayer 
Debitsudo, Arubaguri 
Mitsubishi Chem Ind, Japan 
Jpn. Kokai Tokkyo Koho, 6 pp, 
CODEN: JKXXAF 

JP 06041183 A2 940215 Heisei 

JP 92-196819 920723 

Patent 

Japanese 

MAR PAT 121:109581 

In an oligonucleotide monolayer formed on a metal 
substrate surface, an oligonucleotide deriv. (X; r « H 
thiol-protecting group; Rl = H , ci-3 alkyl; E = ' 
nucleic acid base; X = S/ O; Y = H, OH; m = 1-20; 

?h;l°h re ?h V S . b ° nded t0 the ,netal subst "te surface 

su\ at0m - Thls Ribonucleotide monolayer is 

sux table for a Sna sensor and as a material for mol. 

devices Thus, I (R — Rl — y = X = S, E = 9-adenyl, m = 4 

BiLv^L WaS , Prepd * by thG SOlid P hase method using a Applied 
Biosystems oligonucleotide synthesizer. A Si wafer ^ P ^ a 

deposxtion^ r^^ ^ 25 °* ANG ' C - and 15,000.ANG. Au vapoF" 
deposition films was dipped in a soln. of 0.05 mM II and 0 5 

wSen^rLoH f° H 24 h ' PUlled ° Ut £ ™» the si". ' nd 

thickness 19 amp Y ™ monolayer with 

tnickness 19.ANG. and contact angle (K20) 5. degree.. 



(l9)H*ffl^/r (J P) 



< ,2 > & m 4# ^ m <A) 



(51)Inta.' 
C 0 7 H 21/04 
21/02 
C 1 2Q 1/68 



#HJFf6-41183 

(43)&58B 3 ft£6*F0994)2.8l5B 



Z 

Z 7823-4B 



(22)tbiSB 



^¥4-196819 
¥#4^(1992)7^238 



(54) [^O*^] * '/ rf ? ? ^ K^L^jg 
(57) Cgift] 



(71)£B«|A O0O00S968 

(74)R3<A #3± *S H! 



(2) 



1 

X 



#8^6-4 1183 



R-S-^CR'2^0-P-0 

in 





[I] 



3<0T^X«^U Elittttttffi^U XttSXttO€«U 
Ytt*«XttOH*3T! U mti 1 ~2 0©ffl»«^U .nttSfilfc© n -& 

S£fc&7K , 3"o ) ' 



[0001] 
[00 02] 

HS -^-CH 2 



J. Am. Chem. Soc. , 1 1 321—3 
3 5KU989) (CtWrSft-Tl**. 
[0003] 
[ft 2 3 

cm 



(5*^ r|18, 10. 11. 15. 1 7X«2 1*^U Mtt-CH„ 
-CH-CH 2 . -COOH, -CO,CH 3 X«-CN^ 

7K-t 0 ) 



[0004] 

1 0 0 0 5 3 **W{dLi«3(W)S|«te«*'C«rS*lfc 



40 



★[0006] 

[000 7] IS^2cOJi-ijrf3f ^l/jj-^-H^.^^ 
100083 



(3) 



#flT6-4 1 183 



X / 

R-S-^CR'^-P-O-ACH*— 
<!>H 



\ 




OH 



OH 



[ / m 



tl] 



3<D7^H^U EH«BWGS*^U XtiSXfiO^U- 



10 0 0 9] fi(]*,, *JHB#«4. DAN-b^-^^H 1 
< . OSSBfc* JBfcfclSJR, HHt+fc* 'J =f * ? 

Jfc. 

[00 1 1 ] naiE-«*(I) <c*$wc. E<0«g£fc 
[0012] R<7ii-yi—^<D^mmt LTi±. T-fcfvP* 



20 



[00 1 33 ntt8&±0H8K?ft£*<> n 

»*fct % 1 0-1 8T**£fcj&9J*U*. 
[0014] *«^fc:«&3r y zf * ? * ^ 

[00 15] 
Ut4] 



(4) 



#63^6-4 1183 



^T7 7A : 



R-S -f-CR' 2 4s-OH + C£ - 



N (C3H7 (i)) 2 



[in] 



O (CH^N 



[IV] 



-> R-S-fCR's^-O-P 
[V] 



,N (CaH 7 (i)) 2 
O (CHOaCN 



[V] + HO -(Kp^K— Support 
[VI] 



R-S -<K P >^K —Support 

O (CH 2 ) Z CN 
[VI] 



[W] 



X 

II 



-> R-S -eCR^^-O-P-O^Cp^K -Support 

O (CH a ) 2 CN 

[vn] 



[M] 



COO 1 6] 



X 
If 



- R-S-fCR^-^-O-P-O-^Kp^K-H 

OH 



[I] 



*40* Ut5} 



(5) 



#^6-4 1183 



-l K PhrK— tt^RSC [I] fc^lt* 




<5hV 



(00 1 7] JJe<0*^ y y<03^, AcOXr-yy 
T5 >^^£T(C2 0-2 ST^tfttrcffjfcfeft*. 



B, C, _ ^.^.^h^ 

if,!^*"^**-*- c^x^^r«. X&SC0 

^X'ir^htlh . 

fOO 18] 42t, W3e-*3ftfl] R**« 
100 19] ZnZlttVzfXfisX+YTxiifczfr 

z*mto*fr?mt. ma-earn fcfewc r# 

H«0*£fct % ffcfioJ. Am. Chem. Soc! .1 
11*. 32 1~335K< 1989) KHKO^iaw 

HS -f CH* i^— Z 



30 



* [oo2oj ap*,, *«wt=«i-«w:(i) 

>fiSL p - h^x^A^yReu &>W&>B9fi$:3ia 

*«*«su is#ra-3Hss. io-5o-ct-&s 

1 0 0 2 1 ] *«W«>*$H«UL * y =Or ? u, 
(00223 

Hfc6 3 



[K] 



[002 33 
[00243 



^0025] gffeHi 
-V, X = S, Y = H | wi^4, n=l irAWJrf 
A : m£-«sWiiij (ctj^x^ R-r-fc***;- R1 

=h. n=n < o^ (nia)246nig ms&mmx 

386m««eiilX^^8ml(c}8|fU 2 0-2 5 



9 

(0026] RE»£»Btx**T»iai u m&mz 

yxf-zUTS >- ( 4 . 5:4. 5:1 ^Mlfc) 

(V) tcti^T. R=T-fcf7l^ R 1 =H. n=llc0 
Yfc^ft tVa) 3 97mg $r?#7t- .T^t^cO^ff^m^ 

[0027]'H NMR(CDC1 3 ) . TMSf 
3 0 OMHz 

1- 1 8 (m. 12H), 1. 27 (in, 14H) . 

1. 58(m, AH) , 2. 32(s. 3H) , 2. 6 

4 (t of d, 2H), 2. 86 (t, 2H) . 

3.6 0 (m, 4H) . 3. 80 <m. 2H) 

13 C NMR (CDC 1 3 ) . 75Hz 

20. 34. 24. 58, 25. 91. 28. 78. 2 

9. 00, 29. 12. 29. 28, 29. 42. 2 

9. 48, 29. 52. 30. 62, 31. 19, 4 

2-9 5.58.29.63.71,1 1 7.66.1 
9 6.00 

31 P NMR (60%H 3 PC-4 , 109. 25 

H z 

- 14 7. 7 

B~D : DNA^fiJ^aifrT-EjGfcfifr^tf:. 
[ 0 0 2 8 ] D N A^j£|£g*T\ mfIS-^^(VI ) fcfc 

R 1 =H, n=l 1, m = 4. Y = H. E = 7*7 r — 
><Ofc£a»[VI la) £«>flte*j(VIIa) tf h 5a: 

■f-tl>**;7*i?Xj\,7 < FZmsmtX. WSSr-tB&HV 
III)fctJU-C. R = T-fe?-A^ Ri =H. n=l 1. 
m = 4, X=S. Y = H, E = T?->cr ) <(t'&Mm I 
a) £-£-j£Lfc. <lO>ffr£-MVnia} i&T^^rjfcT 



< 6 ) #^6 ~ 4 1 1 8 3 

1 O 

[0029] Z.h.t,-&om&±Ap p lied 

Biosystems UserBul letin 
58-2 (19 91) tzi?M<r)Xmzlg t T ft* o . 
( 0 O 3 0 ] ffi6#l&:*y rf*? W-f- K(Ia)oA»% 

z. 

r0O3 1]^7A C-18 itfi^A 

^^x^h (ii:^) 

A{$:0. 0 5Mgf$T;^E^^ 
10 BW. zT-tb-h VJl- 

X?—b : A9 5%+B5% 
3 0M: A4 0%+B6 0% 
37. 664H£: A0%+B100% 
l&iJifcK 26 0nm 
2 5"C 

fc. 

[0032] MjLft*m<7>W& 
20 x? y-/WCJbffiT'£-j£ t fc * 'J ? ■f- K ( la) 
0. 0 5mMSt^H-r*>-f-^--/P0. 5^M5r^gf 
L„ ZC08H£3§%£<$lZ 1 . 2 cmX 1 . 2 c m^Au^ 
ffii&W^S&fe ( 1 . 2cmXl. 2cm^)y'j3>''? 
iA-Jh(;Cr$:li|[250A. MK-f-cDJilc: A u £ii 
^1 5 00 0AOJ^(C|?£tfLfc*><7)) £2 5XTC2 4 

[0033] »£ftfc*^»9#^{:UaTtf>iI 0 T 

30 KJ? (a: y ry^ h y — <CT»£ ) : 1 9 a 
£«!£(*> :6* 
[0034] 

m&vmmmmt Lxcommizxmmizm^x^m^ 



[page 1] 



(19) Japan Patent Office (JP) 
(12) Laid-Open Patent Report (A) 
(11) Patent Application Number 
Patent Application Heisei 6-41 183 
(43) Publication Date: February 15, 1994 

(51) Int. CI. 5 Identification No. Intra-Office Filing No, FI 

C07H 21/04 Z 
21/02 

C12Q 1/68 Z 7823-4B 

Request for Examination Not yet requested Number of Claims: 2 (6 pages in all) 

(2 1 ) Application Number: Hei 4- 1 968 19 

(22) Application Date: July 23, 1992 

(71) Applicant: 000005968 

Mitsubishi Chemical Corp. 

2-5-2 Marunouchi, Chiyoda-ku, Tokyo- to 

(72) Inventor: David Arubaguri [phonetic] 

1000 Kamoshida-cho, Midori-ku, Yokohama-shi, Kanagawa-ken 
General Research Laboratory, Mitsubishi Chemical Corp. 

(74) Agent: Tsuyoshi Shigeno, Patent Attorney 

(54) Title of Invention: Oligonucleotide Monomolecular Film 

(57) (Summary) 

(Purpose) To present a monomolecular film suitable for use as functional material for DNA sensors 
and molecular devices, etc. 

(Composition) The subject is a monomolecular film formed on the surface of a metal substrate, 
which is an oligonucleotide monomolecular film having a structure in which a compound with an 
intramolecularly oligonucleotide structure is bonded to a metal substrate via sulfur atoms. 

(Effect) Monomolecular films are presented as useful for employment as materials for DNA sensors 
and molecular devices, if they are monomolecular films composed of compounds that have 
oligonucleotide structures. 
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(Scope of Patent Claim) 

(Claim 1) The subject is a monomolecular film formed on the surface of a metal substrate, 
and is an oligonucleotide monomolecular film having a structure in which a compound with 
an intramolecularly oligonucleotide structure is bonded to a metal substrate via sulfur atoms. 

(Claim 2) The oligonucleotide monomolecular film referred to in Claim Item 1 is derived from 
the oligonucleotide shown in General Formula I below, 

(Chemical Substance 1) 




[Formula I caption:] (In this formula, R indicates the hydrogen or thiol protective group; R l 
indicates the hydrogen or carbon numbers 1-3 alkyl group; E indicates the nucleic acid base; X 
indicates S or O; Y indicates hydrogen or OH; m indicates the integers 1-20; n indicates integers of 
8 and higher.) 
[handwritten:] n=8 

(Detailed Explanation of the Invention) 
(0001) 

Range of industrial use: The said invention concerns an oligonucleotide monomolecular film 
suitable for use as a DNA sensor and molecular device material. 

(0002) 

Previous technology: There have already been reports regarding alkylthiol and monomolecular 
films of its derivatives. As an example of monomolecular films of alkylthiol derivatives, the 
substance shown in General Formula II below was reported as a component substance in J. Am. 
Chem. Society, Vol. 1 1 1, pp. 321-335 (1989). 
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(0003) 

(Chemical Substance 2) 

""""" HS-^CH^V-M. — [11] 

[Formula 2 caption:] (In this formula, r indicates 8, 10, 11, 15, 17, or 21; M indicates -CH 3 , -CH = 
CH 2 , -COOH, halogen atom, -C0 2 CH 3 , or -CN.) 

(0004) 

Problem that the invention intends to solve: The alkylthiol derivative shown above in General 
Formula II did not have, as subsitutional group M, a functional group that could be usefully 
employed as a DNA sensor and molecular device, etc. Accordingly, it would be difficult to say that 
monomolecular films composed of this alkylthiol derivative would be suitable for these uses. 

(0005) 

The objective of the said invention was, taking into account the previous circumstances enumerated 
above, to present a monomolecular film that would be composed of compounds that had an 
intramolecular oligonucleotide structure suitable for use as a functional material for DNA sensors 
and molecular devices, etc. 

(0006) 

Means for solving the problem: The oligonucleotide monomolecular film referred to in Claim Item 
1 is characterized in that it is a monomolecular film formed on the surface of a metal substrate, and 
that it is an oligonucleotide monomolecular film having a structure in which a compound with an 
intramolecularly oligonucleotide structure is bonded to a metal substrate via sulfur atoms. 

(0007) 

The oligonucleotide monomolecular film referred to in Claim Item 2 is the monomolecular film 
referred to in Claim Item A, and has the characteristic that it is derived from the oligonucleotide 
shown in General Formula I below. 
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(0008) 

(Chemical Substance 3) 



R-S-eCR'a-fcrO-P-O 

Ah 




[P a 8 e 3 1 Patent Application Heisei 6-41183 

[Formula I caption:] (In this formula, R indicates the hydrogen or thiol protective group; R 1 
indicates the hydrogen or carbon numbers 1-3 alkyl group; E indicates the nucleic acid base; X 
indicates S or O; Y indicates hydrogen or OH; m indicates the integers 1-20; n indicates integers of 
8 and higher,) 

(0009) 

As a result of diligent and repeated research, for the purpose of presenting the said invention as a 
monomolecular film that is suitable for use as a functional material for DAN [sic] sensors, 
molecular devices, etc., the inventor of the present invention found that a monomolecular substrate 
whose structure included an oligonucleotide structure was suitable for use as a DNA sensor, 
molecular device, etc., and the said invention was realized. 



(0010) 

The said invention is explained in detail below. 



(0011) 

The nucleic acid base indicated as E in General Formula 1 above is a nucleic acid base cited as an 
appropriate choice from among the group consisting of adenine, guanine, thymine, cytosine, etc. 

(0012) 

For the thiol protective group R, the triphenylmethyl group, etc. for which it is acceptable to have 
substitution groups such as the acetyl group, 2-tetrahydropyranyl group, or alkoxy group, is cited. 

(0013) 

Integers of 8 and higher are indicated above by n, but it is difficult to obtain reagents for values of n 

that are too high, such as 20 or higher. As a rule, a value of 10-18 is desirable. 

(0014) 

Among the oligonucleotides concerned with the said invention, those for which R is the protective 

group may, for example, be produced according to the following process. 

(0015) 

(Chemical Substance 4) 
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(In each of the steps A-D, R, R 1 , X, n and m are the same as in General Formula I above. 
-(Kp) m K — appears in General Formula I as: 




-Support indicates the oligonucleotide's support medium in the DNA automatic synthesizing 
mechanism.) 

(0017) 

Among the steps enumerated above, Step A is carried out at a temperature of 20-25° C, in a solvent 
such as methylene chloride, in the presence of diisopropylamine, etc. Steps B, C, and D are usually 
carried out in the DNA automatic synthesizing mechanism. Step B is, for example, carried out in 
acetonitrile. When X is S, Step C is carried out using tetraethylthiuram disulfide as the reagent; 
when X is O, iodine is used as the reagent. Step D is carried out using a base such as ammonia. 

(0018) 

In said General Formula 1, Oligonucleotides for which the R is hydrogen are obtained, as a general 
rule, by inducing elimination of protective groups from oligonucleotides obtained as described 
above. 

(0019) 

When R is H in General Formula I above, the monomolecular film of the said invention, composed 
of these kinds of oligonucleotides, can be produced by a method based on the method published in 
the aforementioned J. Am. Chem. Society, Vol. Ill, pp. 321-335 (1989). When R in General 
Formula I above is a thiol protective group, the monomolecular film can be produced as follows. 
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(0020) 

That is, dissolve the oligonucleotide shown in General Figure I for the invention in question in a 
solvent of ethanol, ethanol/water (buffer), acetonitrile/water (buffer), etc.; add acids such as 
dichloroacetic acid, metansulfonic acid, para-toluenesulfonic acid, pyridine salt, etc. to the solution, 
and remove the thiol protective group from the solution; without either extracting or extracting and 
purifying the thiol, immerse in the solution a substrate having a surface of heavy metal, such as pure 
gold, silver, or copper; leave it there for a period of 1 hour to 3 days, at 10-50° C, and then 
withdraw the said substrate; by this means the monomolecular film of the said invention can be 
made to form on the said substrate. In this case, phenols such as phenol, cresol, etc. can be used as 
acceptors of the protective groups. 

(0021) 

In addition, mixed monomolecular films can be formed, which include other alkylthiol derivatives 
together with the oligonucleotide for the monomolecular film of the said invention. For example, 
the alkylthiol derivative shown in General Formula IX below is cited as an alkylthiol derivative that 
can be used in this way. 

(0022) 

(Chemical Substance 6) 

HS -fCHa^— Z - ; — [KJ 

[Formula IX caption:] (In this formula, t indicates integers 8-18; Z indicates alkyl group, halogen 
atom, hydrogen, cyano group, etc.) 

(0023) 

Use: Monomolecular films are presented as useful for employment as materials for DNA sensors 
and molecular devices, if they are monomolecular films composed of compounds that have 
oligonucleotide structures. 
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(0024) 

(Embodiments) In the examples of implementation cited below, the invention in question will be 
more concretely explained. Insofar, however, as use does not substantially exceed the uses cited, the 
invention in question is not limited to the embodiments cited below. 

(0025) 

Embodiment 1: Synthesis of an oligonucleotide (la) such that R = H, R 1 ^ H, E = adenine, X = S, Y 
= H, m = 4, and n = 1 1 in General Formula I above 

A: 246 mg of compound (Ilia) such that R = acetyl group, R 1 = H, and n = 1 1 in General Formula 
III above, 355 mg of the compound shown in Structural Formula IV above, and 386 mg of 
diisopropylamine were dissolved in 8 ml of methylene chloride, and allowed to react for 1 hour at 
20-25° C. 
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(0026) 

The reaction solution was extracted with ethyl acetate. Column chromatography was performed 
with the extracted solution as a carrier for silica gel, and with n-hexane-chloroform-triethylamine 
(in a capacity ratio of 4.5:4.5:1) as the developing solution. 397 mg of compound (Va) were 
obtained, such that R = acetyl group, R 1 = H, and n = 1 1 in General Formula V above. The results of 
analysis of this substance were as follows. 

(0027) 

l H NMR (CDC1 3 ), TMS normal, 300 MHz 

1.18 (m, 12H), 1.27 (m, 14H), 1.58 (m, 4H), 2.32 (s, 3H), 2.64 (t of d, 2H), 2.86 (t, 2H), 3.60 (m, 
4H), 3.80 (m, 2H) 

l3 C NMR (CDC1 3 ), 75 Hz 

20.34, 24.58, 25.91, 28.78, 29.00, 29.12, 29,28, 29.42, 29.48, 29.52, 30.62, 31.19, 42.95, 58.29, 
63.71, 117.66, 196.00. 

3I P NMR (60%H 3 PO 4 , exterior) 109.25 Hz 
-147.7 

B-D: Carried out reactions in the DNA synthesizing mechanism. 
(0028) 

In the DNA synthesizing mechanism, compound (Va) above was made to react in acetonitrile with 
compound (Via) for which E was adenine, Y was H, and m was 4 in General Formula VI above. 
Compound (Vila) was obtained, with R = acetyl group, R l = H, n = 1 1, m = 4, Y = H, and E = 
adenine in General Formula VII above. Tetraethylthiuram disulfide was made to react with this 
compound (Vila), and compound (Villa) was synthesized such that R = acetyl group, R 1 = H, n = 
1 1, m = 4, X = S, Y = H, and E = adenine in General Formula VIII above. When this compound 
(Villa) was treated with aqueous ammonia, the protective acetyl group was removed, and the 
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oligonucleotide (la) was obtained which was the objective. 
(0029) 

This series of reactions was carried out according to the methods published in Applied Biosystems 
User Bulletin 58-2 (1991). 

(0030) 

The results of the analysis of the oligonucleotide (la) obtained using high performance liquid 
chromatography were as follows. 

(0031) 

Column C-18 Negative phase column gradient (line) 

Solution A: 0.05 M ammonium acetate 

Solution B: acetonitrile 

Gradient Program 

Start: A95% + B5% 

After 30 minutes: A40% + B60% 

After 37.66 minutes: A0% + B 100% 

Detected wavelength: 260 nm 

Temperature: 25° C 

The retention time under the above conditions was 20 minutes. 
(0032) 
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Creation of the monomolecular film 

0.05 mM of the oligonucleotide (la) referred to above and 0.05 uM of dodecanethiol were dissolved 
in ethanol. A 1.2 cm x 1 .2 cm substrate with an Au surface (a 1.2 cm x 1.2 cm silicon wafer onto 
which a 250 A coating of Cr, and on top of that a 15000 A coating of Au had been deposited) was 
immersed in the combined solution for 24 hours at 25° C. After that, the substrate was removed, 
washed with ethanol, and the monomolecular film of the said invention was obtained. 

(0033) 

The results of analysis for the monomolecular film obtained are as follows. 
Coating (Measured by ellipsometry): 19 A 
Contact angle (water): 6° 
(0034) 

Effectiveness of the invention: As indicated by the detailed account above, monomolecular films 
are presented as extremely useful industrially for use as DNA sensors and molecular devices, if they 
are oligonucleotide monomolecular films of the said invention. 



